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DECLARATION OF STEPHEN B. LIGGETT, M.D., UNDER 37 C JJL S 1.131 



This Declaration Of Stephen B, Liggett, M,D., Under 37 C.F.R. § 1.131 is being 
submitted as part of Applicants Response To Office Action Under 37 CJF.R. § 1.11 regarding 
the office action dated January 7, 2003 that was received in the captioned application. 

Being warned that willful felse statements and the like are punishable by fine or 
imprisonment, or both, under 18 U.S.G § 1001, and that such willful false statements and the 
like may jeopardize the validity of the instant application or patent resulting therefrom, I hereby 
declare that 

1) lam the original, sole, and first inventor of the subject matter that is claimed in 
pending claims 1-8 and 1 1 of the captioned application, namely (a) a method for genotyping the 
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3 2 -adrenergic receptor (fcAR) gene of an individual comprising determining the identity of the 
nucleotide pair at the 5' leader cistron (5'LC) polymorphic site (PS), which, as is demonstrated 
throughout the specification of the captioned application, is located 47 bases upstream of the 
(I2AR coding region, which begins at nucleotide position 1588 of SEQ ED NO:l (thus, the 5'LC 
PS is located at nucleotide position 1541 of SEQ ID NO: 1) in the two copies of the P2AR gene 
present in the individual; and (b) a method for genotyping the feAR gene of an individual 
comprising determining the identity of the nucleotide pair at the 5'LC PS and at one or more 
additional PSs in the P2AR gene in the two copies of the p^AR gene present in the individual. 

2) Further to an effort, dating back to as early as January of 1996 (see attached 
copies of PCR protocols), to discover polymorphisms in the region upstream of the feAR gene, I 
directed the performance of an experiment designed to elucidate the existence, if any, of such 
polymorphisms. Utilizing PCR techniques to analyze genomic DNA in this region from human 
volunteers, I discovered, in the "sense" strand, the existence of a thymine residue 47 bases 
upstream of the feAR coding region, as well as the existence of an adenine residue 47 bases 
upstream of the p^AR coding region in the "antisense" strand. Copies of chromatograms 
generated by the automated sequencer used to sequence the PCR products demonstrating this 
discovery are attached (chromatograrn #096-1369 demonstrates a thymine residue in the "sense" 
strand at the nucleotide position that is located 47 bases upstream of the P2AR coding region; 
chromatograrn #096-1364 demonstrates an adenine residue in the "antisense" strand at the 
nucleotide position that is located 47 bases upstream of the [feAR coding region; chromatograrn 
#096-1367 demonstrates a thymine residue in the "sense" strand at the nucleotide position that is 
located 47 bases upstream of the P2AR coding region; and chromatograrn #096-1362 
demonstrates an adenine residue in the "antisense" strand at the nucleotide position that is 
located 47 bases upstream of the P2AR coding region). Although all previous reports indicated 

that the only known residue at the nucleotide position located 47 bases upstream of the ffeAR 
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coding region, in the "sense" strand, was a cytosine (and thus, in die "antisense" strand, a 
guanine), to confirm that I bad indeed discovered a polymorphism at this position, I 
subsequently directed the performance of a similar experiment with the wild-type sequence, and 
discovered, in the "sense" strand, a cytosine, and in the "antisense" strand, a guanine. Copies of 
chromatograms generated by the automated sequencer used to sequence the PGR products 
demonstrating this discovery are attached (chromatogram #096-2859 demonstrates a cytosine 
residue in the "sense" strand at the nucleotide position that is located 47 bases upstream of the 
fcAR coding region; and chromatogram #096-2860 demonstrates a guanine residue in the 
"antiseuse 5 * strand at the nucleotide position that is located 47 bases upstream of the P2AR 
coding region). My discovery of this polymorphism, and my subsequent confirmation of this 
discovery, occurred prior to the effective date of any of the following references: Titnmermann 
et al. 7 Kidney IntL 53:1455-60 (June 1998), Timmerman et aU J* Moleczdar Med. 76:B30, Abst 
P-109 (May 1998), Timmermann et al.> Human Mutation 1 1(4):343-4 (March 1998). With 
respect to the copies of the chramatograms, the nucleotide position that is 47 base$ upstream of 
the P2AR coding region is that denoted with a " A " symbol. 

3) All statements made herein of my knowledge are true, and all statements made 
herein on information and belief are believed by me to be true. 




Director, Division of Pulmonary and 
Critical Care Medicine 
University of Cincinnati Medical Center 
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